Serological and cultural methods for the identification of Mycoplasma often lack specificity and may require several days to establish the presence of Mycoplasma.
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Sera were obtained from cattle naturally infected by contact with cattle that were endobronchially infected with the virulent Gladysdale strain of M. mycoides. Blood for serum was obtained approximately 3 weeks after the cattle had serologically positive reactions in complementfixation test for CBPP. The serum was adjusted to pH 6.0 and dialyzed against 25 volumes of phosphate buffer (pH 6.0), ionic strength 0.01, for 24 hr at 5 C. The resulting euglobulin precipitate was separated by centrifugation and reconstituted in phosphate-buffered saline (PBS; pH 7.2) to one-half the original serum volume. Conjugation with fluorescein isothiocyanate was as described (6) , and unreacted fluorescein isothiocyanate was removed with Sephadex G75. Conjugated globulin was lyophilized, reconstituted to the original serum volume, and dialyzed against PBS to remove the excess salts; it was then lyophilized in 1-ml samples and stored at 5 C.
Smears of mycoplasma containing 10' organisms per ml were fixed in methanol for 3 min. Various dilutions of conjugate were prepared, and two drops of each dilution was overlaid on the smears. The smears were then incubated in a moist chamber at 37 C for 30 min and washed in PBS for 10 min; cover slips were mounted by use of 10% glycerol in PBS.
To determine the presence of M. mycoides in the mucosa of CBPP-infected cattle, sterile cotton applicator sticks were inserted into the nostrils of the cattle. The swabs were incubated in the standard broth for 48 hr at 37 C. Smears from these cultures were stained with FA.
To determine the specificity of the antibody conjugate in the FA preparation, 5 mg of lyophilized M. mycoides was added to 1 ml of undiluted FA. The mixture was then incubated for 30 min at 37 C and refrigerated for 18 hr. The precipitate was separated by centrifugation, and the supernatant phase was tested for FA. The reaction was controlled by using untreated FA. > 160  NT  >160  1,280  >160  948  20  0  640  40  NT  20  320  20  320  10  959  0  0  80  0  160  0  160  40  NT  > 160  960  20  0  40  0  40  0  320  40   160   20  962  0  0  NT  0  80  0  320  40  640  40 a Abbreviations as in Table 1 Titers obtained by the complement-fixation test and the inhibition of FA reaction with sera from vaccinated cattle were compared (Table 1) . A similar comparison of inhibition of FA reaction and the complement-fixation test on the sera of cattle in contact with CBPP-infected cattle is shown in Table 2 , which shows that the inhibition of FA reaction detected CBPP antibody before it could be determined by the complement-fixation test, and, in all cases, inhibition of FA reaction was more sensitive than overnight complementfixation test.
Nasal swab cultures were positive by the direct FA test, indicating the presence of M. mycoides in 12 cattle tested. Two cattle later died of CBPP; the remaining 10 had typical clinical signs of CBPP.
Fluorescent antibody was used for the identification of M. mycoides. It has been particularly useful when contamination with Mycoplasma or other microorganisms is prevalent, such as in nasal swabs. This procedure had reduced the necessity of subculturing and using growth inhibition methods. The specificity of the FA staining for M. mycoides was confirmed by using four criteria: (i) fluorescence was not observed with M. agalactiae, M. capri, and M. bovirhinis; (ii) fluorescence could be eliminated by absorption of the antibody with the antigen, M. mycoides; (iii) fluorescence was not observed in noninoculated broth smears; and (iv) CBPP-immune sera inhibited the FA reaction.
The specificity of FA has been determined with only three species of Mycoplasma. It is probable, however, that others may not cross-react, since Leach (4) examined 22 strains of bovine Mycoplasma and no cross-reaction in growth inhibition or complement-fixation test with M. mycoides antiserum was observed.
